Mapping of RGS12-Cav2.2 channel interaction.
The alpha1 (pore-forming) subunit of the Cav2.2 (N-type) channel is tyrosine phosphorylated by Src kinase upon activation of GABAB receptors. The tyrosine-phosphorylated form of the alpha1 subunit of the Cav2.2 channel becomes a target for the binding of RGS12, a GTPase-accelerating protein. Binding of the phosphotyrosine-binding domain of RGS12 to the tyrosine-phosphorylated channel alters the kinetics of the termination of GABA-mediated inhibition of the calcium current. Using a combination of biochemical and electrophysiological approaches, we have determined that the SNARE binding or "synprint" region of the Cav2.2 binds to RGS12. This article describes the protocols used to map the interaction using primary neuronal cultures.